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b)
the percentage of Trypan blue positive (dead) cells at each time-point of the growth curve (a). c) Representative phase-contrast photomicrographs of MDAH parental and PT-res pools in exponential growth phase (20X, original magnification). Scale bar = 25 μm. Bottom panels showed a zoomed area for each condition (2× zoom) in which white arrows point to possible MultiNucleated Giant Cells (MNGC) here defined as cells with a cell area 1.5 fold bigger than the mean cell area of parental MDAH cells, as calculated using the ImageJ software. The percentage of MNGC in each cell line is reported under the respective images (at least 50 cells were analyzed for each cell line).
d)
Representative images of Cleaved Caspase 3 (CC3) (green) in MDAH parental and PT-res cells cultured in exponentially growing conditions. Nuclei are in blue. Scale bar = 33 μm. Bottom panels showed a zoomed area for each condition (2× zoom) in which white arrows indicate CC3 positive cells. On the right the graph reports the number (mean ± SD) of CC3 positive cells/field is reported. Statistical significance was determined by unpaired Student's t-test (*p < 0.05 and **p < 0.01 and ***p < 0.001). In all analyses Propidium iodide (PI) stained cells were studied using the BD FACScan or BD FACSCalibur flow cytometers. Figure S6. a) Dose-response curves of MDAH parental and PT-res single cell clones, transduced with sh-ctrl or sh-p53 and treated with increasing doses of cisplatin (CDDP) for 16 hours and released for 24 hours. Data are expressed as percentage of viable cells respect to the sh-ctrl untreated parental cells and represent the mean (±SD) of 3 biological replicates. Statistical significance was determined by twoway ANOVA test; a multiple comparison analysis was done to determine significant differences among groups. b) Western Blot analysis evaluating p53 expression in parental and PT-res clones, transduced with shctrl or sh-p53 used in (a). GAPDH was used as loading control.
